Materials and Methods
Specimens of normal human immature placenta which contain high tissue concentration of hCG and its subunits and show clear pattern of recognizable syncytio-and cytotrophoblasts were studied. Chorionic villi obtained at the time of therapeutic or legal abortion were fixed in10% buffered formalin, processed through alchol and xylol dehydration and embedded in paraffin.
As described previously, the antigen for immunization was highly purified hCG and its subunits which had identical immunochemical properties as the reference subunits obtained from Dr. Canfield (Ashitaka, 1974) . Immunization procedure was performed according to the small doses method de scribed by Vaitukaitis and associates.
Namely, 50
white rabbit (Nihon Kurea Co., Japan) intradermally at30to50sites of its back with complete Fruend's adjuvant and2.5mg of tubercle bacilli (dried and killed) obtained from Toneyama National Sanatorium. Simultaneously, at another20to30sites 0.5mg crude Bordetella pertussis vaccine (a gift from E. Lilly Corp., Indiana, U.S.A.) was injected. Antibody titers began to increase about 45 days after the injection, and were examined by B/T and standard curves in homologous radioimmunoassay systems as reported previously.
Immunofluorescent staining was performed both by the direct and indirect methods. Fig.1shows indirect staining procedure.
FITC conjugated anti rabbit IgG (MBL corp., Japan, F/P=1.30) was used as the second labeled antibody.
The procedure for the conjugation of specific antisera used in the direct method is presented in Fig.2 .
Conjugata were fractionated on DEAE-Sephadex column and only fraction1 (F/P=0.91-1.05) was used for staining. The preparations were observed for fluorescence with Zeiss standard RA fluorescent microscope and Zeiss epicondenser type fluorescent microscope.
The specificity of resulting antisera was examined by homologous radioimmunoassay systems. Fig.3 shows that one antiserum had100folds or more specificity against another two antigens. FITC conjugated anti rabbit IgG (Second antiserum) was examined by immunoelectrophoresis ( Fig.4 ) and in a microouchterlony diffusion plate (Fig.5 ). Routine immunofluorescent control were run simultaneously as follows. 1) instead of the antisera, normal rabbit serum or PBS were used. 2) instead of the antisera, those absorbed with excess amounts of these antigens were used. 3) the process of using these antisera was omitted.
4) preparation was treated with non-labeled specific antiserum prior to the staining with the same labeled antiserum (for the direct method). 5) direct staining with aggregated FITC conjugated anti human IgG of rabbit was performed to avoid Fc-receptor. 
Results
The fluorescence stained with anti-hCG was observed homogenously in the cytoplasm of syncytiotrophoblast forming the outer layer of trophoblast. The syncytial bud and the trophoblast which became syncytium in the marginal area of cell column had the same fluorescence. A few number of cytotrophoblasts were also slightly stained. On the other hand, interstitial cell of chorionic villi showed no fluorescence (Fig.  6, Fig.7) .
The intensity of the fluorescence in cytotrophoblast was not diminished by treatment with anti hCG-a prior to and hCG staining, as well as that in syncytiotropho blast.
The fluorescence stained with antihCG-p showed almost the same pattern as. that stained with anti-hCG.
Syncytialtrophoblast, syncytial bud and syncytiumized cells in cell column were stained and showed a more distinct border than that stained with anti hCG (Fig.8, Fig.9 ). In contrast to the former two stainings, the fluorescence obtained with anti hCG-a was found both in the syncytio-and cytotrophoblast.
The intensity of fluorescence in cytotrophoblast was variable and paler than that in syncytiotrophoblast (Fig.10,  Fig.11 ).
The treatment of anti-hCG prior to the staining of FITC-conjugated antihCG-a, diminished the intensity of fluorescence in syncytiotrophoblast, and then both trophoblast showed almost the same intensity of apple green color (Fig.12) .
Discussion
The fluorescence stained with rabbit anti-hCG in normal immature placenta was observed in the outer layer of chorionic tissue, the so-called syncytiotrophoblast, as reported by many workers (Midgely et al., 1962 , Notake et al., 1962 , Tojo et al., 1968 , Thiede et al., 1970 , Tanizawa et al., 1970 , Loke et al., 1972 , Gartner et al., 1975 . This finding demonstrates that hCG is present in the cytoplasm of syncytiotrophoblast.
However, Notake (1962) , Tojo (1968) and Thiede (1970) 
